Abstract
Introduction

39
The honey bee (Apis mellifera) plays important roles in agricultural crop production and C. mellificae (Ravoet et al., 2015) . Thus, L. passim rather than C. mellificae is likely to 57 be associated with the previously reported winter mortality of honey bee colonies 58 sequenced and the sequences revealed signs of concerted evolution of genes potentially the plasmid DNA and 25 μg of linearized donor DNA were electroporated. 
Western blot analysis
121
The parasites expressing Cas9 were directly suspended with the sample buffer for 122 SDS-PAGE and heated for 3.5 min. The cell lysates were separated by two 8 % 123 SDS-PAGE gels and then the proteins in one gel were transferred to a PVDF membrane.
124
Another gel was stained by coomassie brilliant blue as the loading control. The 125 membrane was blocked with 5 % BSA/TBST and then incubated with rabbit anti-FLAG 126 antibody (Sigma-Aldrich, 100-fold dilution) at 4 °C overnight. After washing the 127 membrane three times with TBST, it was incubated with IRDye® 680RD anti-rabbit 128 secondary antibody (10, 000-fold dilution) in 5 % skim milk/TBST at room temperature 129 for 1 h. The membrane was washed as above and scanned/analyzed by Odyssey® Genomic DNA was extracted from the parasites using DNAiso (TAKARA) and PCR was carried out using KOD FX polymerase (TOYOBO) We could apply the CRISPR/Cas9-induced HDR to prepare a library of L. 
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